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Specific signal and co-stimulator 




Activates T cell 




T-cell proliferation ' 



Fig. 1 



Activation of naive T cells - two independent signals are require 




Fig. 2a 



HPLC profile* of countercurrent-purified mycolic acids originating 
from M. tuberculosis, using the modified method 
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HPLC profile of countercurrent-purified mycolic acids originating 
from M. vaccaa, using the modified method 
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Fig. 7 Stability of mycolic acids originating from M. tuberculosis 

(resaponified and methylester form) upon dry storage 
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Fig. 8 Cytokine profiles of IL-12. IFN-r. TNF-a and TGF-8 in the lungs of 

Balb/c mice treated with 250 ^g and boosted with 25 fi% mycohc acids rrom 
M. tuberculosis. The lungs were removed 24 and 48 hours after the boost 



WO 98/39025 



PCT/GB98/00681 



10/38 




WO 98/39025 




PCT/GB98/00681 



n/38 




Fi«r 10 Survival of M. tuberadosis-w£«xxL Balb/c mice, pre-treated with 

mycotic acids (from M. tuberculosis) one week before die mrecnon. 



at the indicated doses 
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Fi- 11 Survival of M. cuberculosis-infzaed C57BI/6 mice, pre-crsaied with 

mycolic acids (from M. cuberculosis) one week before the infection, 
at the indicated doses 
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Survival of M. tuberculosis-infected Balb/c mice post-created with 
mycotic acids (from M. tuberculosis) three weeks after the infection, 
at the indicated doses, delivered in three daily injections of equal 
dose 



t 
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at the indicated doses, delivered in three daily injections eq 



dose 
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Fig. 14 Expression of IL-12 in M. tuberculosis-mfzcz&d Balb/c mice, pre- 

treated with mycolic acids (from M. awerculosis) one week before 
the infection, at the indicated doses. Lungs were removed five 
weeks after the infection. 
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Fig. 15 



Correlation between EL-12 expression in che lungs of Baib/c mice, 
pre-treated with mycotic acids (from *W1 ciberculosis) , ac five weeks 
after the infection and cheir survival 
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Fig. 16 Expression of EFN-y in iWl aihercutosb-wfcc&d Balb/c mice pre- 

treited with my co Lie acids (from M. atbcrculosis) one week before 
the infection, at the indicated doses. Lungs were removed five 
weeks after the infection. 
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Fi* 17 Repeat experiment. Expression of IFN-7 * A* **e^tf -infeaed 

=" bX/c mice pre-treated with mycotic acids (from M. cuberculosts) 

one week before the infection, at the indicated doses. Lungs were 
removed five weeks after the infection. 
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Fig. 18 E.-rar=sion of TGF-S in Ml aber=s!ss£s-iniccad Balb/c mics pre- 

ened with mycoiic icids (foots AT. aherculosis) one before 
the infccrioa. a: the indicated dcses. Lung3 were resoved nve 
weeks after the Lnfecrion. 
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Corrdacon between TGF-8 expression in the lungs of Balb/c mice, 
pre-created with mycotic acids (from M. tuberculosis) and their 
survival. The lungs were removed five weeks after the infection 
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• trr tuberculosis-\sif<zctzd Balb/c mice, post- 

the infection, ac the indicated doses. Lungs were rem 
weeks after the infection. 
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F, 5 . 21 Egression of IFN-y in M. ^u^-lnf^B^^ Sr 

treLd with mycotic acids (from M. r^rculosts) ™£ 
the infection. « chc indicated doses. Lungs wen, removed five 
weeks after the infection. 
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ri 5« 22 Elxpression of TGr-S In A/, mhcrvuiosis-inftczzd Baib/c ciice post- 

created with mycotic acids (from /Wl cubercuiosis) three weeks after 
the infection, at the Indicated doses. Lungs were removed five 
weeks after the Infection. 




MA (microgram) 




the indicated doses. 
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Interleukin 12 




Fi- 24 Expression of IL-12 in the lungs of M. cubercutos xr-tnfected Balb/c 

mic P e . ^ post-created with mycotic acids (from M vaccad * 
ehe indicated doses. Lungs were removed five weeks after the 

infection. 
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25a A phocograph of cwo rats, the rat 
received only FIA. che rac on che 
induction of adjuvant arthritis and 
nodules visible on the front paws. 



on the left being a control and having 
right having received a reagent for the 
showing a" bleeding nose and arthritic 
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Figure 25b A photograph of two rats, the rat on the right having been pre-treated with 1 
mg of mycolic acids serum in FIA before having received a reagent tor tne 
induction of adjuvant arthritis and showing minimal signs of arthritis, the rat 
on the left not having been pre-trcated before having received a reagent for 
the induction of adjuvant arthritis and showing swollen and inflamed arthnuc 
hind legs 
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Fig. 25c 

sice of che injection. 



A Photograph of the rat showing the typical * £ 

bind legs, the soiled "swimming pos.tior, ana a necrosis a 
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Fig. 26a X-ray photographs of the hind limbs of rats used in 

experiments. Croup 5 of Tables 8a and 8b - a "negative control 
treated with Freund's Adjuvant only. 





Fig. 26b X-ray photographs of the hind limbs of rats used in the : arthru* 
experiments. Group 1 of Tables 8a and 8b- a "posit.ve control 
treated with/V/. tuberculosis H37Rv suspended inFreund-s Adjuvant. 





Fi* 26c X-ray photosrnpns of the hind limbs of che cms pre-treated with 1 
mg m/colic "acids (from M. tuberculosis) prior to the induction or 
arthritis. Group 4 of Tables Sa and Sb. 
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Figure 27 A photograph showing the emaciation of a rat with typical induced adjuvant 
arthritis 
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Rat antibody response to MA in oil 
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0.5 




1 ms 



0.1 mg 



0.01 mg 



Amount of MA per injection 



Fig. 28 Rat antibody response to mycotic acids suspended in oil. using 1.0. 

0.3 and 0.L mg/mycolic acids per immunization, after three monuii 
treatment 
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EL1SA ON MA-COATED PLATES 



Human patient serum and controls 

1.2 t i : 1 




Human serum samples 



Fig. 30 



Specificicy assay of antibodies of human tuberculosis patients No 38 
assessed by inhibition ELISA 
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Antibodies against mycotic acids are useful 
in the diagnosis of tuberculosis 
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Fig. 31 Western blot of mouse serum with and without exposure 

mycotic acids probed with human tuberculosis patient's am 
healthy control sera 



WO 98/39025 




PCT/GB98/00681 



37/38 



Stimulation of T-cells on CD1 APC 




Mycotic acids (microgram) 



Fig. 32a Stimulation by tnycolic acids of human T cells by CD1 presenting 



cells 
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Tcell stimulation on APC 




Mycolic acids (microgram) 



Fig. 32b 



Stimulation of human T cells by mycolic acids in the presence o 
antigen presenting cells (APC) 



